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Hindi 1 1 



pIND-heNOS-f 
4kb enos insert + 5kb vector 
Hindlll/Not1 insert into 
Hindis Not 1 vector. Double 
digest check construct . Pvu1 
linearized. 
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Figure Id 
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clone 1 clone2 clones clone22 

T-Rex293 Human pTet-hiNOS-f 

untransfected transfectants 
(Invitrogen) 

induced with tetracycline at 1ug/ml 24 hours 



Figure 3 



SUBSTITUTE SHEET (RULE 26) 



10/0*9321 



WO 01/09342 



PCT/GB00/02924 



7/9 



Step 1 

Alginate: 

two uronic acids: 

D-mannuronic acid (M) and 

L-guluronic acid(G). 

+ 

Nitric oxide synthase cDNA transacted cells 
Cells mixed with 
Sodium Alginate 



V; 


as -5 


'■Pi 




r 




€ 







Syringe/pump 



Alginate 
•NOS cells 



Air Flow 



Step 2 

Drop through needle into CaCl2 solution 



2 Na(Alginate) + Ca+(soluble in water) — 
Ca(Aiginate)2 +2 Na+(insolubie in water) 
forming G-G-M-M-G polymer beads 
with nitric oxide synthase cDNA 
transfected cells inside the beads 




Sodium Alginate 
gel in CaCl2 



Step 3 

The beads may be hardend by mixing with 
poly-L-Lysine solution 



muristerone 



Step 4 

The microcapsules may be stored 
in medium or induced with 
muristerone A to 
produce nitric oxide(NO) 




Mixing with 
poly-L-Lysine 

Microencapsulated 
NOS cells 



in vitro culture 
or in vivo 
injection/ 
transplantation 
to animals. 
Add muristerone 
A for NO 
production. 
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Day 



7 8 



10 uM muristerone A wash add muristerone A 



Encapsulation of EcR 293 clone 1 1 cells 
and induction of NO by muristerone A 



Figure 5 
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